Endoplasmic reticulum associated protein degradation: A chaperone assisted journey to hell  by Stolz, Alexandra & Wolf, Dieter H.
Biochimica et Biophysica Acta 1803 (2010) 694–705
Contents lists available at ScienceDirect
Biochimica et Biophysica Acta
j ourna l homepage: www.e lsev ie r.com/ locate /bbamcrReview
Endoplasmic reticulum associated protein degradation: A chaperone assisted journey
to hell
Alexandra Stolz, Dieter H. Wolf ⁎
Institut für Biochemie, Universität Stuttgart, Germany⁎ Corresponding author.
E-mail address: dieter.wolf@ibc.uni-stuttgart.de (D.H
0167-4889/$ – see front matter © 2010 Elsevier B.V. A
doi:10.1016/j.bbamcr.2010.02.005a b s t r a c ta r t i c l e i n f oArticle history:
Received 19 November 2009
Received in revised form 11 February 2010
Accepted 18 February 2010







Hsp40Recognition and elimination of misfolded proteins are essential cellular processes. More than thirty percent
of the cellular proteins are proteins of the secretory pathway. They fold in the lumen or membrane of the
endoplasmic reticulum from where they are sorted to their site of action. The folding process, as well as any
refolding after cell stress, depends on chaperone activity. In case proteins are unable to acquire their native
conformation, chaperones with different substrate speciﬁcity and activity guide them to elimination. For
most misfolded proteins of the endoplasmic reticulum this requires retro-translocation to the cytosol and
polyubiquitylation of the misfolded protein by an endoplasmic reticulum associated machinery. Thereafter
ubiquitylated proteins are guided to the proteasome for degradation. This review summarizes our up to date
knowledge of chaperone classes and chaperone function in endoplasmic reticulum associated degradation of
protein waste.. Wolf).
ll rights reserved.© 2010 Elsevier B.V. All rights reserved.Life depends on the proper function of every protein in a cell. The
function relies on the three dimensional conformation, which the
amino acid chain of the protein acquires during and after its synthesis
by the ribosome. Reaching the state of an energy minimum in the
landscape of folding intermediates seems rather easy in diluted
physiological solutions. However, conditions in cells are quite
different. The cellular environment is crowded with a multitude of
macromolecules. Folding mistakes and trapped intermediates caused
by genetic mutations or cellular stresses occur constantly. To
minimize these mistakes, helper proteins – chaperones – bind and
accompany the folding event. The cell possesses a highly active quality
control system that recognizes the folding state of proteins. The
system scans the folding process, detects terminally misfolded
proteins and speciﬁcally eliminates them by proteolysis. Failure of
the protein quality control system ﬁnally leads to the formation of
protein aggregates that in turn can cause severe diseases like
Alzheimer-, Parkinson- or Creutzfeldt–Jakob disease. Chaperones
have been thought to be solely responsible for the folding process of
newly synthesized proteins or the refolding of proteins that had been
partially unfolded by stresses, e.g. heat (“heat shock proteins”) [1–3].
Nowadays chaperones are known to accompany proteins in almost all
periods of their life.This review focuses on chaperones that accompany the folding and
degradation process of proteins of the secretory pathway. Proteins of
the secretory pathway represent around one third of the proteins
synthesized in eukaryotic cells. They integrate into the membrane
of the endoplasmic reticulum (ER) or pass this membrane barrier to
reach the ER lumen, where they are folded and modiﬁed. Import
of proteins into the ER can occur in a ribosome-coupled fashion (co-
translationally) or in an uncoupled fashion (post-translationally).
Upon folding failures chaperones keep proteins soluble and guide
them to the ubiquitin proteasome system (UPS), the major cellular
protein elimination machinery in eukaryotic cells [4–7]. As the
degradation machinery of misfolded ER proteins has turned out to
be the UPS, located in the cytosol [8,9], it was obvious that these
false ER-imported proteins have to be recognized and retro-
translocated across the ER membrane back into the cytosol, where
they are polyubiquitylated and degraded [9–11]. The ER associated
degradation (ERAD) machinery retro-translocates the misfolded
proteins by a yet not well-deﬁned mechanism. Subsequently, they
are modiﬁed with polyubiquitin chains and by this designated for
proteasomal degradation. For misfolded ER lumenal proteins the
retro-translocation complex (RTC) comprises the Hrd-Der ubiquitin
ligase complex of the ER membrane, connected to the Derlin Der1
and the Sec61 translocon. On the cytoplasmic side of the ER a Cdc48-
Ufd1-Npl4 segregation machinery, linked to the RTC, delivers the
polyubiquitylated proteins to the proteasome for degradation.
Misfolded membrane proteins with lesions in the cytosol ﬁnd their
way to the proteasome via the trimeric Cdc48 complex after
polyubiquitylation by the ER membrane integrated ubiquitin ligase
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induction of the unfolded protein response (UPR), a mechanism,
which upregulates proteins necessary for dealing with this unfavor-
able situation. These proteins include chaperones and components
of the ERAD machinery [17,18]. In the case of such an overload,
misfolded proteins may aggregate. Chaperones show the capacity
to re-solubilize these aggregates [5,19,20]. Thus, they not only
“chaperone” protein folding but also act as “scavengers” for intra-
cellular protein waste. Polyubiquitylation prior to proteasomal
degradation is not required for elimination of a mutated secretory
polypeptide, pro-α-factor [21]. It is still not clear what distinguishes
this misfolded polypeptide from other misfolded ER proteins
analyzed, which all require a fully active polyubiquitylation system
for degradation. Chaperones have been found in all folding com-
partments of the eukaryotic cell: the cytoplasm, the endoplasmicFig. 1. The ERAD machinery for delivery, ubiquitylation and degradation of misfolded ERAD
requirement of two different ERmachineries. After carbohydrate trimming (Fig. 3), Pdi1 actio
to a retro-translocation complex (RTC) composed of different ER membrane proteins includi
translocation themisfolded proteins are polyubiquitylated on the cytosolic side of the ER via
the trimeric AAA-ATPase complex composed of Cdc48-Ufd1-Npl4, which is linked to the ER
membrane and, via the ubiquitin receptors Dsk2 and Rad23 [185] delivers the polyubiquity
from the ER membrane [186], Png1 [187] cleaves off the carbohydrate chains prior to degra
during retro-translocation from the ER membrane the ERAD-C substrates are polyubiquityla
pathway at the Cdc48-Ufd1-Npl4 machinery.reticulum and mitochondria. In addition, the nucleus and peroxi-
somes are sites of chaperone activity [22].
1. The cellular chaperone equipment
Chaperones belong to a protein class of great variety. They show
remarkable differences concerning their mechanistic behaviour, the
need of co-factors and ATP. Chaperone sizes start around 25 kDa,
but can reach over 100 kDa. This chapter introduces the different
chaperone families and describes their modes of action.
1.1. The Hsp70 family
Hsp70s are most probably the best-studied class of chaperones.
They have a molecular mass of approximately 70 kDa and are highly-L and ERAD-C proteins. ERAD-L and ERAD-C substrates can be distinguished by their
n and binding to Hrd3 as well as Yos9 scanning, soluble ERAD-L substrates are delivered
ng Sec61 [89], Hrd3 itself, Usa1, Der1 and the ubiquitin ligase Hrd1/Der3. During retro-
the Hrd1/Der3 ligase [12,13,16]. The following steps are similar for ERAD-L and ERAD-C:
membrane by Ubx2 [12,13,16,183,184] pulls the polyubiquitylated protein from the ER
lated protein to the proteasome for degradation. Ubx4 may release the Cdc48 complex
dation. For ERAD-C substrates the RTC is in part less well-deﬁned but simpler: after or
ted by virtue of a second ubiquitin ligase, Doa10. The pathway merges with the ERAD-L
696 A. Stolz, D.H. Wolf / Biochimica et Biophysica Acta 1803 (2010) 694–705conserved among all organisms. Members of this family act e.g. in
protein folding, in preventing protein aggregation and in membrane
translocation. Classical chaperone activity of Hsp70s is ATP dependent
and includes cycles of protein binding and ATP hydrolysis, affected
by co-chaperones (Hsp40s) and nucleotide exchange factors (NEFs)
(Fig. 2). Hsp70s typically contain three domains: an N-terminal
ATPase domain, a central peptide binding domain and a C-terminal
lid [23–26]. In an ATP bound state Hsp70s show low afﬁnity for their
substrates and cycles of substrate association and dissociation are
fast. During ATP hydrolysis the tertiary structure changes and a
‘closing’ of the C-terminal lid is stimulated. Thereby substrates get
tightly attached to the chaperone [25,27–29]. In the ADP bound state,
the afﬁnity of the peptide binding domain for substrates strongly
increases [30,31]. Due to a subsequent nucleotide exchange of
ADP and ATP the lid opens and substrates are released. Rates of ATP
hydrolysis and nucleotide exchange are very low, but can be stimu-
lated by binding of the substrate, co-chaperones and NEFs, respec-
tively [30,32–35]. However, the precise mechanism of exchange
events could not be ascertained till now.
1.2. The Hsp40 family
Hsp40s, acting as co-chaperones, induce the ATPase activity of
Hsp70s. All Hsp40s contain a J-domain and are therefore often
referred to as J-proteins. J-domains were named after a conserved
motif in the E. coli protein DnaJ [36]. Hsp40s have a conserved HPD
tripeptide in the J-domain that is necessary for the stimulation of
Hsp70 ATPase activity [37–39]. One classiﬁcation divides members of
the Hsp40 family into three subgroups [40]. While Type III Hsp40s
just contain the J-domain, additional domains were found in Hsp40s
of type I and II. Type I Hsp40s, like DnaJ, possess the J-domain and a
glycine/phenylalanine-rich domain (G/F) that seems to function as a
spacer and is required for efﬁcient stimulation. In addition they
contain a cysteine-rich Zn2+ binding domain (CR) which functions as
a peptide binding region of non-native substrates [41,42]. Type II
Hsp40s lack this CR-domain but contain the G/F-domain. Even
though Hsp40s and Hsp70s mainly bind the same types of peptides,
there is speciﬁcity for some peptides. It is not yet clear whether
Hsp70s replace Hsp40s at the substrate, or whether there exists aFig. 2. The folding cycle of Hsp70 chaperones. Hsp70s in an ATP bound state exhibit low afﬁ
Interaction of an appropriate J-protein induces the ATPase activity of the Hsp70. SomeHsp40
tertiary structure of the Hsp 70 changes, causing a ‘closing’ of the C-terminal lid. By this subs
initiates the exchange of ADP against ATP, resulting in the opening of the lid and the release
model. It is not yet clear in which precise order substrates and co-factors bind and leave th‘handover’ mechanism between them, which would postulate
different substrate binding sites and simultaneous binding of the
Hsp40 and Hsp70 to the substrate. The second mechanism indicates
active substrate guidance by Hsp40s to their Hsp70 partner [43].
1.3. Nucleotide exchange factors
Nucleotide exchange factors help to promote Hsp70 triggered
folding cycles by accelerating the exchange of ADP against ATP. NEFs
do not feature a special domain but are highly diverse in structure
and mechanism. Bacterial GrpE, the ﬁrst identiﬁed NEF, forms dimers,
interacts with the ATPase domain of the Hsp70 homologue DnaK and
can stimulate the exchange of both, ADP and ATP [44,45]. The BAG
domain, which was found in BAG-1 (Bcl-2 associated athanogene;
mammals) and Snl1 (yeast), shows a different mechanism of
stimulation. BAG-1 discriminates between ATP and ADP exchange
and the efﬁciency of nucleotide exchange is dependent on Hsp70/
BAG-1 stoichiometry [46]. Another unique mechanism was found for
HspBP1 (Hsp Binding Protein 1). This mechanism does not comprise
the conserved conformational change in the ATPase domain caused
by the binding of GrpE or BAG-1 [47,48]. Quite recently Hsp70 (Lhs1)
and Hsp70 related Hsp110 chaperones were shown to act as NEFs on
other Hsp70s [49–51]. These examples make clear, how diverse the
mechanisms of nucleotide exchange can be and thus howmany types
of regulation and speciﬁcation are possible.
1.4. The Hsp90 family
Hsp90 chaperone activity is linked to ATP hydrolysis. Therefore,
these chaperones contain an ATP binding domain in the N-terminal
region of the protein [52]. A single ATP binding domain is not
sufﬁcient for ATP binding but requires transient dimerization of two
N-terminal domains. A helical motif was identiﬁed in the C-terminal
region of Hsp90, which enable dimerization [53,54]. Substrate
binding is attributed to a large hydrophobic patch in the middle
region of Hsp90 [55]. Prodromou et al. [54] proposed a molecular
‘clamp’ mechanism. Clients are bound to the middle region of C-
terminally dimerized Hsp90s. ATP binding to the N-terminal ATP
binding domains induces closing of a ‘lid’ above the clients andnity for their substrates and cycles of substrate association and dissociation occur fast.
s are able to actively deliver substrates to their Hsp70 partner. During ATP hydrolysis the
trates get tightly attached to the chaperone. Subsequently a nucleotide exchange factor
of the substrate. Please note that this ﬁgure is a schematic representation of a working
e Hsp70.
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opens again. However, ATPase activity is low and regulated via co-
chaperones including Hsp70s and Hsp40s [52,56–60]. As for Hsp70s,
interaction partners inﬂuence whether Hsp90s promote folding or
proteolytic degradation of clients.
1.5. Small heat shock proteins
Small heat shock proteins (sHsp) represent a class of chaperones,
which bind substrates rather unspeciﬁcally and prevent proteins
from irreversible aggregation. Clients are partially denatured pro-
teins in an unstable state [61,62], which are bound until general
cell conditions are suitable for proper folding or ﬁnal degradation.
Chaperone activity is considered to be energy-independent, how-
ever substrate afﬁnity binding sites are potentially affected by ATP
binding [63]. sHsp-substrate interaction is quite stable and disas-
sembly may require interaction of ATP dependent chaperones like
Hsp70s or Hsp90s, which facilitate substrate refolding [64,65]. Small
heat shock proteins contain a conserved α-crystallin domain [66–68]
and are enriched in β-strands. Crystallization revealed sHsps to form
dimers and oligomers. Dynamic disassembly of these complexes
seems to be required for effective chaperon function [69]; for review
see [20].
1.6. Thiol oxidoreductases
Thiol oxidoreductases contain a characteristic CXXC motif that is
located in the active site of the enzyme and are referred to as
members of the PDI (protein disulﬁde isomerase) family. They take
part in disulﬁde bond formation, protein folding and ERAD [70,71].
The precise sequence and number of the CXXC motifs and protein
structures varies among family members. Because the environment in
the ER is highly optimized for oxidative protein folding, PDI family
members are mainly ER localized. Five members in yeast and over 19
in human have been identiﬁed so far. At least some of them were
shown to possess chaperone-like functions [72–74]. Except for single
species, oxidative activities of the PDI family members are very
similar [75,76]. It is not yet clear if and how substrate speciﬁcity is
achieved.
1.7. Lectin-like chaperones
Lectin-like chaperones of the ER predominantly bind substrates
with N-glycan modiﬁcation. Dependent on the glycan structure they
either facilitate efﬁcient folding and ER retention of immature
glycoproteins or identify aberrant proteins, prevent aggregation and
facilitate destruction [77–79]. Members of this class contain a sugar
binding domain like a mannosidase-like domain or a mannosidase
receptor homology (MRH) domain [80–82]. However, they are able to
bind at least some non-glycosylated ERAD substrates, too, suggesting
a chaperone-like activity [77,83].
2. Chaperone function in ERAD
With respect to the localization of the misfolded domain in
a protein two major pathways have been deﬁned, ERAD-L and
ERAD-C, which are used when the misfolded protein domain resides
in the ER lumen and the cytosol, respectively [84]. A third, not yet
precisely deﬁned ERAD-M (membrane) pathway was proposed
[85]. It was a surprising discovery in the beginning of ERAD
research, that misfolded, fully glycosylated ER lumenal proteins are
ﬁnally eliminated in the cytoplasm [9]. Speciﬁc misfolded substrates
have been discovered or designed as useful tools for the elucidation
of how ERAD in general and ERAD-L speciﬁcally works. The mutated
vacuolar/lysosomal yeast enzyme carboxypeptidase yscY (CPY*)
has become a model for an ER lumenal misfolded protein. Theenzyme is mutated two amino acids distant from the active site
serine (G255R). This glycine residue is highly conserved among all
serine peptidases and the mutation leads to misfolding and loss of
activity [86]. CPY* is imported into the ER lumen, fully glycosylated,
recognized as being misfolded, retrograde transported out of the
ER in glycosylated form, fully ubiquitylated and degraded by the
proteasome [9].
2.1. Kar2 keeps proteins soluble during import into the ER
During post-translational import of CPY* into the ER via the Sec61
translocation channel, the protein is N-glycosylated at its four
glycosylation sites. The spatial gap between the point of modiﬁcation
by the oligosaccharyl transferase (OST) complex and the Sec61 import
channel was identiﬁed to be 15 amino acid residues [87]. Glycosyl-
ation at an engineered ﬁfth glycosylation site at the very C-terminus of
CPY* proved complete import of the misfolded protein into the ER
lumen [88,89]. The ﬁrst chaperone that contacts post-translationally
imported proteins like CPY* in yeast is the Hsp70 Kar2, the orthologue
of mammalian BiP. Kar2 binds short hydrophobic patches of incoming
proteins and is tethered to the ER membrane by virtue of Sec63, an
integral membrane partner of Sec61. In a concerted action of Kar2
(BiP) and the J-domain of Sec63, nascent proteins are imported. In
this process Kar2 (BiP) works as a Brownian ratchet. Interaction with
Kar2 prevents the polypeptide chain to slide back through the
Sec61 channel into the cytosol, by this enabling only forward move-
ment [90]. In general Kar2 (BiP) supports folding of post- and co-
translationally imported proteins and keeps them soluble. At a certain
stage along the folding process the quality control system marks
proteins like CPY* as misfolded. At this point Kar2 (BiP) becomes an
important component of the machinery that directs misfolded
substrates towards the degradation pathway. Mutations in KAR2
signiﬁcantly slow down CPY* degradation [91,92]. In addition,
degradation of the mutated pro-α-factor was shown to be Kar2
(BiP) dependent [70,93]. Failure to assemble with the immunoglob-
ulin (Ig) heavy chain makes the Ig light chain an ERAD substrate.
Dissociation of BiP from unassembled Ig light chains correlates with
the degradation kinetics of the substrate, indicating the importance of
this ER lumenal Hsp70 chaperone for the ERAD process [94].
2.2. J-proteins enhancing the ATPase activity of Kar2 vary in protein
import and ERAD
In addition to the ER membrane embedded Sec63, two well
studied J-proteins, Jem1 and Scj1, reside in the ER lumen and enhance
the ATPase activity of Kar2.While Sec63was shown to exhibit a rather
minor role during ERAD of CPY* [91,92], Jem1 and Scj1 seem to act as
redundant enhancers of the ATPase activity of Kar2. Deletion of both
Hsp40s resulted in prolonged degradation and led to aggregation of
the soluble ERAD substrate CPY* [91,95]. Another J-protein called Erj5
was recently identiﬁed. Deletion of ERJ5was found to increase growth
defects associated with deletion of JEM1 or SCJ1. Cells with a triple
deletion (Δjem1Δscj1Δerj5) show a constitutive induction of the
unfolded protein response (UPR) and increased levels of KAR2mRNA,
compared to cells deleted only in SCJ1 and JEM1. This points to an Erj5
requirement for the maintenance of an optimal folding environment
in the ER [96]. However, direct involvement of Erj5 in ERAD has not
been observed yet.
2.3. Kar2 and its NEF Lhs1 show coupled ATPase cycles
Lhs1 (lumenal hsp seventy) could be identiﬁed in the ER lumen
and is conserved in higher eukaryotic cells (human: Grp170) [97].
Deletion of LHS1 is not essential but shows synthetic lethality with
KAR2mutations or deletion of IRE1, the kinase triggering the UPR [98].
The protein acts as a nucleotide exchange factor on Kar2 and together
Fig. 3. During the folding process of glycoproteins in the ER N-linked glycan structures
are processed. In yeast the three terminal glucose residues of the initial Glc3-Man9-
GlcNAc2 structure are removed by glucosidase I (Gls1) and glucosidase II (Gls2).
Prolonged ER lumenal retention of the protein due to not yet completed folding recruits
an α-1,2-mannosidase (Mns1) and an α-mannosidase-like protein (Htm1/Mnl1) to
remove two mannose residues resulting in a Man7-GlcNAc2 glycan structure. This
structure, containing a terminal 1,6-linked mannose, is an attribute of misfolded
glycoproteins. In mammalian cells the orthologues of Htm1/Mnl1, EDEM1-3 are able to
trim oligosaccharides to Man6-GlcNAc2 or Man5-GlcNAc2 glycan structures.
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30-fold [50]. The structure of Lhs1 contains a nucleotide binding
domain (NBD), which is essential for NEF activity. Besides NEF
activity, Lhs1 was shown to act as a holdase and to prevent protein
aggregation in vitro, independent of its nucleotide binding domain
[49]. ATPase cycles of Kar2 and Lhs1 seem to be coupled for efﬁcient
chaperone function. In addition to Lhs1, Sil1 (“suppressor of the
Δire1 Δlhs1 double mutant number 1”) has been identiﬁed as a
nucleotide exchange factor of Kar2 (BiP). Sil1 is a GrpE-like non-
essential protein, which shows some functional redundancy with
Lhs1. Lack of both proteins causes synthetic lethality [99]. However,
function of Lhs1 and Sil1 is not completely redundant. LHS1 mutated
cells are defective in protein translocation into the ER whereas cells
containing a SIL1 mutation are not [50,100].
2.4. Mutation of the chaperone Rot1 leads to rapid protein degradation
via ERAD
Rot1 was identiﬁed as a chaperone responsible for folding of
nascent proteins. It is an ER localized glycosylated type I membrane
protein [101,102]. Initially, the essential gene ROT1 was reported to
encode a protein that is required for 1,6-β-glucan synthesis [103,104].
From the current point of view this ﬁnding might be attributed to a
secondary effect. The viable mutant rot1-2 triggers UPR and shows
synthetic lethality with kar2-1 indicating a partially redundant
function. Rot1 and Kar2 interact in vivo [102]. In vitro Rot1 is able
to prevent protein aggregation and speciﬁcally interacts with nascent
proteins. In rot1-2 mutated cells several proteins are unable to reach
their native conformation. As a consequence they are rapidly de-
graded via ERAD [105]. Based on this ﬁnding general participation
of Rot1 in ERAD can be excluded. However, involvement in the
degradation of speciﬁc proteins is still possible.
2.5. The glycan structure of glycoproteins reﬂects their folding status
Upon entrance of secretory proteins into the ER, twomodiﬁcations
are introduced during the folding process: carbohydrates are added
and disulﬁde bonds between cysteine residues are formed. As
mentioned above, most proteins become N-glycosylated upon their
entry into the ER. A glycan consisting of Glc3-Man9-GlcNAc2 is linked
to asparagine residues within the consensus sequence Asn-X-Ser/Thr
of the imported proteins. A trimmed N-glycosyl structure (Fig. 3) has
turned out to be an important attribute of misfolded proteins. It acts
as an accelerator of degradation. While the three terminal glucose
residues are cleaved off by two glucosidases, glucosidase I and II, the
protein folds into its native structure. After cleavage of the third
glucose residue, properly folded proteins are ready for travelling to
the Golgi apparatus for further delivery to their ﬁnal destination [106].
However, if the last glucose residue is cleaved off before the protein
has folded properly, mannose units are removed from the carbohy-
drate structure in order to mark it as misfolded [107,108].
2.6. The calnexin/calreticulin cycle promotes protein folding
In higher eukaryotic cells chaperones are part of a cycle for
efﬁcient protein folding [106]. After the removal of the two terminal
glucose residues from the glycan structure, the molecular chaperones
calnexin and calreticulin interact with the Glc1-Man9-GlcNAc2
charged protein and promote its folding [109] (Fig. 4). After disso-
ciation, the remaining glucose residue can be removed by glucosidase
II and properly folded proteins are able to exit the ER. In the case of
incomplete folding, the folding sensor UDP-glucose/glycoprotein
glucosyltransferase (UGGT) reloads proteins with a terminal glucose
and thereby initiates another cycle of folding [110–112]. Proteins that
do not fold within several times of chaperone cycling are releasedfrom the cycle due to mannosidase action and become determined
to ERAD [107,108,113–116] (Figs. 3 and 4).
In Saccharomyces cerevisiae only the calnexin/calreticulin ortho-
logue Cne1 has been found. An UGGT othologue remained elusive
[117,118]. Cne1 exhibits efﬁcient chaperone activity for glycosylated
and non-glycosylated substrates [118,119]. It was found to partic-
ipate in the quality control of some under-glycosylated variants
of CPY*. Here the mannosidase Htm1/Mnl1 and Cne1 play
antagonistic roles in targeting the substrate for degradation: loss
of Cne1 accelerates degradation, loss of Htm1/Mnl1 stabilizes the
substrate [120]. A crosstalk of Cne1 with Kar2 (BiP) and Pdi1 (protein
disulﬁde isomerase) under heat shock conditions was discovered
[93,121,122]. Cne1 was shown to interact with the Pdi1 homologue
Mpd1, enhancing its reductive activity, while at the same time the
chaperone activity of Cne1 is inhibited [123]. These interactions are
conserved in higher eukaryotes. In mammalian cells an interaction
between PDI family members and calnexin could be shown [124].
Due to the relatively slow action of α-mannosidase I (Mns1) and
Htm1/Mnl1, a time window for the folding of ER-imported glyco-
proteins is kept open. The mannose timer hypothesis was put forward
to exemplify this behaviour [125]. However, not all ERAD substrates
are glycosylated. Thus, there has to be an additional mechanism,
which distinguishes unglycosylated proteins in the process of folding
from terminally misfolded proteins.
2.7. α-Mannosidases mark glycoproteins as misfolded
In yeast the α-1,2-mannosidase Mns1 removes a mannose residue
of the middle branch of the Man9-GlcNAc2 carbohydrate tree,
resulting in a terminal 1,3-linked mannose (Fig. 3). This leads to an
acceleration of ERAD of N-glycosylated substrates [126]. Lectin-like
proteins sharing a mannosidase-homology domain (MHD) had been
discovered in the ER lumen of yeast and mammalian cells: Htm1/
Mnl1 and EDEM (ER Degradation Enhancing α-Mannosidase-like
protein) [127–129]. They considerably enhance the degradation of N-
glycosylated misfolded proteins. While the MHD domain of Htm1/
Mnl1 is necessary for substrate binding in yeast, mammalian EDEM1
was shown to bind misfolded proteins independently of the MHD
domain and therefore independently of their glycan structure. The
MHD domain of EDEM1 was required for the interaction with the
ubiquitin ligase adaptor protein SEL1, the equivalent of the yeast
Hrd3 protein [77]. Recently, Htm1/Mnl1 and the EDEM proteins have
Fig. 4. ER import, folding cycle and quality control of a secretory protein. Nascent ER lumenal proteins enter the ER via the Sec61 translocon. The oligosaccharyl transferase (OST)
complex charges the protein with a core oligosaccharide (Glc3-Man9-GlcNAc2) at appropriate consensus sequences. Together with its co-chaperone Sec63 the Hsp70 Kar2 drives
import of post-translationally imported proteins and in general promotes the folding of the imported proteins. Protein disulﬁde isomerase (Pdi1) facilitates the formation of
intramolecular disulﬁde bonds. Yeast Cne1, an orthologue of mammalian calnexin, may support Kar2 in the folding process. In mammalian cells (denoted by asterisk) calnexin and
UDP-glucose/glycoprotein glucosyltransferase (UGGT) support a folding cycle. Turns of deglucosylation and reloading of the glycan structure with a single glucose residue provide
further time for the folding process. Properly folded proteins exit from the ER and travel to the Golgi apparatus for further distribution to their ﬁnal secretory destination. Terminally
misfolded proteins become substrates of the α-mannosidases Mns1 and Htm1/Mnl1, which further trim the glycan structures (Fig. 3). By this the protein becomes marked as being
misfolded and is recognized by the lectin Yos9. Prior to retro-translocation into the cytoplasm Pdi1 reduces disulﬁde bonds present in a protein. In the case of ERmembrane proteins
exposing misfolded cytosolic domains, the cytosolic Hsp70 machinery, in yeast consisting of the Hsp70 Ssa1 and its co-factors Sse1, Ydj1 and Hlj1, is necessary for efﬁcient protein
degradation via the UPS.
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residue from the Man8-GlcNAc2 structure generating a Man7 struc-
ture with an α-1,6-mannose linkage [130,131] (Fig. 3). Interestingly,
not all carbohydrate chains of a protein are equivalent in their
potential to signal misfolding. A misfolded protein structure around
at least one of the glycan chains is equally important for recognition
[120,132,133]. In mammalian cells the EDEM proteins, similar to
yeast Mns1 and Htm1/Mnl1, cause mannose trimming, resulting in
the formation of Man6 and Man5 structures [134–137].
2.8. PDI and its orthologues interact with ERAD components and reduce
disulﬁde bonds for retro-translocation
The formation of disulﬁde bonds within proteins is dependent on a
family of enzymes called protein disulﬁde isomerases (PDI). This ERlocalized class of enzymes with thiol oxido-reductase activity also
exhibits chaperone-like activity [138,139]. The best-known member
is PDI (Pdi1 in yeast), which is essential and conserved in all eukary-
otic cells [140]. Four additional members of the PDI family are found
in yeast: Mpd1 [141], Mpd2 [142], Eug1 [143] and Eps1 [144]. Even
though they are not essential like Pdi1, they can suppress inviability
of a Δpdi1 mutant if overexpressed. In human 19 orthologues have
been identiﬁed so far [72]. The oxidative activities within the human
enzymes are not necessarily different [75]. However, their speciﬁcity
with respect to their chaperone-like activity may differ for particular
protein substrates [73,74,124,144,145]. In yeast chaperone function
of Pdi1 is required for the retro-translocation of the thiol-free
misfolded polypeptide mutated pro-α-factor. In contrast, the enzy-
matic activity of Pdi1 is necessary for the export of disulﬁde bond
containing CPY* to the cytosol, indicating the requirement of disulﬁde
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located Eps1 speciﬁcally binds a mutant form of the plasma mem-
brane ATPase Pma1, Pma1D378N, but not the wild type enzyme.
Eps1 prevents escape of the mutant protein from the ER membrane
and facilitates its degradation [144]. In recent studies Pdi1 was
shown to form a stable (N60 min) intermolecular disulﬁde bond with
the lectin-like chaperone Htm1/Mnl1 [131,147]. It is possible that
this interaction facilitates Pdi1 recruitment to ERAD substrates with
the aim to reduce disulﬁde bonds prior to transport out of the ER. The
PDI orthologue of mammals, ERdj5, a J-domain containing oxido-
reductase with the highest reducing equilibrium constant found so
far, interacts with EDEM1, the mammalian orthologue of Htm1/Mnl1.
At the same time ERdj5 interacts with BiP via its His-Pro-Asp
containing J-domain. The degradation of two ERAD substrates
containing disulﬁde bonds was dependent on ERdj5. ERdj5 reductase
activity and interaction between ERdj5, BiP and EDEM1 were
required for efﬁcient degradation [76].
Based on the experiments of Ushioda et al. [76] the following
sequence of events can be hypothesized: EDEM, ERdj5 and BiP have
distinct but concerted roles in the degradation of misfolded proteins.
After the release of terminally misfolded proteins from the calnexin–
calreticulin cycle, EDEM further trims the Man8-GlcNAc2 structure.
Concomitantly the disulﬁde bonds of the substrate are reduced by
ERdj5 to allow retrograde translocation into the cytosol. At the same
time ERdj5 activates the ATPase activity of BiP via its J-domain. The
ADP-form of BiP in turn strongly binds the substrate and holds it in a
retro-translocation competent form until it gets transferred to the
RTC.
2.9. Yos9 releases misfolded proteins for retrograde transport and
subsequent ubiquitylation
A crucial protein factor in the delivery pathway of misfolded
lumenal proteins out of the ER to the cytosol is Yos9 and its mam-
malian orthologue OS-9. Yos9 is a lectin-like protein, which shares a
mannosidase receptor homology (MRH) domain with members
of the mannose-6-phosphate receptor (MPR) family [82,148]. The
protein carries a HDEL ER retention signal at its C-terminus. Analyses
with CPY* and CPY* derivatives proved Yos9 to be required for
the degradation of N-glycosylated substrates [83,149–151]. The
function of its MRH domain was shown to reside in glycan structure
dependent substrate binding [83,151]. Bhamidipati et al. [83]
demonstrated also an interaction between Yos9 and the unglycosy-
lated ERAD-L substrate CPY*0000. However, accelerated degradation
of CPY* depends on recognition of its glycan structure by Yos9 [149].
Recent studies in yeast strongly support the requirement of glycan
dependent interaction between Yos9 and lumenal ERAD substrates
for efﬁcient degradation [78,130,131]. Yos9 has been proposed to
scan proteins for their mannose-trimmed glycan structure and
by this acting as a gatekeeper. It is thought that only terminally
misfolded proteins carrying a glycan with a terminal 1,6-linked
mannose are allowed to leave the ER for proteasomal degradation
[78,83,130,152]. One important interaction partner of Yos9 is Hrd3, a
type I transmembrane protein, which together with Hrd1/Der3 is
part of an ER membrane embedded ubiquitin ligase complex. Hrd3 is
able to bind misfolded proteins independently of Yos9 [78]. Most
likely, only the scanning function is left to Yos9. Thus, a Hrd3–Yos9
complex recognizes a bipartite signal in the substrate protein,
hydrophobic protein patches and the properly mannose-trimmed
glycan. The Yos9 MRH domain is not necessarily required for Yos9
Hrd3 interaction. Gauss et al. [78] found evidence for an additional
ligase complex without Yos9. It is likely that this complex is speciﬁc
for the recognition and cytosolic delivery of non-glycosylated and
therefore Yos9 independent misfolded lumenal ERAD substrates.
Yos9 has two human orthologues, XTP3-B and OS-9. These lectin-like
proteins contain MRH domains that are required for interactionwith the human Hrd3 orthologue SEL1 but not with the substrate
[153,154]. In addition, OS-9 associates with the ER chaperone GRP94,
which together with SEL1 and the HRD1 ligase is required for
degradation of the ERAD substrate mutant α1-antitrypsin. Both
proteins, XTP3-B and OS-9 are components of distinct, partially
redundant quality control pathways [153].
2.10. A model for the degradation of the ERAD-L substrate CPY*
CPY* remains bound to the Hsp70 Kar2 and its Hsp40 co-factors
Jem1 and Scj1 during import, glycosylation and the formation of
disulﬁde bonds within the molecule. After unsuccessful attempts to
fold properly and removal of the three glucose residues of the N-
linked carbohydrate structure, the α-mannosidases Mns1 and Htm1/
Mnl1 process the glycan chains of the protein. At the same time
Htm1/Mnl1 bound Pdi1 reduces the disulﬁde bonds. CPY* and the
Kar2–Jem1–Scj1 complex bind to Hrd3, which is part of the ER
membrane located RTC. Yos9, bound to Hrd3, recognizes the
processed carbohydrate structure at position 4 of the protein, which
is surrounded by exposed hydrophobic residues. CPY* is then
delivered to the RTC, which contains Sec61. The RTC relocates CPY*
from the ER lumen to the cytoplasmwhere it is polyubiquitylated and
delivered to the proteasome for degradation (Figs.1 and 4).
3. The cytosolic face of ERAD
The degradation of misfolded ER membrane proteins requires a
different set of chaperones as compared to ER lumenal proteins, due
to the exposure of protein domains to the cytosol. Model substrates
with cytosolic domains studied in yeast comprise the fusion protein
CTG* that contains the lumenal misfolded CPY* domain and a trans-
membrane domain fused to the green ﬂuorescent protein (GFP) on
the cytoplasmic side of the ER [155]. Others are: the mutated ATP
binding cassette transporter Ste6*, in its wildtype form exporting the
mating pheromone a-factor through the plasma membrane of cells
[156,157], a mutated form of the plasma membrane ATPase Pma1
[158] and the mutated yeast ABC transporter Pdr5* [159]. Further-
more, mammalian apolipoprotein B (apoB) [160] and cystic ﬁbrosis
transmembrane conductance regulator (CFTR) expressed in yeast are
intensely studied ERAD substrates [161–163]. In mammalian cells the
best-studied ERAD substrate is a mutant form of the CFTR channel,
CFTRΔF508. The protein carries a deletion of phenylalanine at position
508 and causes the disease cystic ﬁbrosis in humans [164,165]. The
prominent role of the cytosolic Hsp70machinery in the degradation of
membrane proteins becomes visible by analyzing these latter
substrates, exposing large misfolded domains or hydrophobic patches
to the cytosol (ERAD-C substrates). ERAD-C either fully or in part
requires the ubiquitin ligase Doa10 for polyubiquitylation (Fig. 1). In
some instances the Hrd1/Der3 ligase has some overlapping speciﬁcity
with Doa10 [166]. The degradation pathway of ERAD-L and ERAD-C
substrates merges at the Cdc48-Ufd1-Npl4 machinery, which further
delivers the misfolded polyubiquitylated proteins to the proteasome
for degradation (Fig. 1).
3.1. The Hsp70 Ssa1 is required for the degradation of ERAD-C substrates
Degradation of Ste6*, Pma1D378S as well as yeast expressed CFTR
and apoB relies on the Hsp70 family member Ssa1 [156,158,163,167].
Most likely, the additional cytosolic Hsp70s of the Ssa family (Ssa2,
Ssa3, Ssa4), which share 85–99% amino acid identity with Ssa1, have
overlapping activities in the elimination process of these proteins.
Given the large lipophilic N-terminal domains of apoB that reside in
the ER, it is not surprising that the degradation of yeast expressed
apoB in addition requires the ER lumenal Kar2 (BiP) [160]. Kar2 (BiP)
is not required for the degradation of the polytopic membrane
proteins Ste6*, yeast expressed CFTR and the mutated yeast ABC
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not contain large unfolded domains in the ER lumen. Both ER
membrane localized cytosolic Hsp40 chaperones Ydj1 and Hlj1 have
been found to be important for ERAD of Ste6* and yeast expressed
CFTR [156,161] (Fig. 4). In authentic surrounding –mammalian cells –
the degradation of CFTR and CFTRΔF508 is dependent on the
chaperone pair Hsp70–Hsp40 (Hsc70–Hdj2) [168].
3.2. The ERAD-L substrate CTG* needs cytosolic chaperones for efﬁcient
degradation
In contrast to soluble CPY* and membrane bound CT* elimination
of CTG* is dependent on the cytosolic Hsp70 chaperone Ssa1 [155].
This requirement was unexpected and must be due to the tightly
folded GFP moiety of CTG*. Among all tested cytosolic Hsp40 species,
only the DnaJ-family member Hlj1 had a noticeable modulating effect
on the degradation of CTG*. Interestingly, Ydj1, which like Hjl1 is
localized at the ER membrane, the J-domain facing the cytosol, is not
involved in CTG* degradation. In contrast, membrane proteins that
expose misfolded domains into the cytosol do need Ydj1 for efﬁcient
degradation (see above). Hsp104, known to act in concert with Hsp70
and Hsp40 in reactivation of proteins [169], is to some extent involved
in the degradation of CTG*. The two Hsp90 familymembers Hsc82 and
Hsp82 are not active in the degradation process of this protein [155].
3.3. The diverse effects of the nucleotide exchange factor Sse1
One nucleotide exchange factor (NEF) of Ssa1 was shown to be
important for ERAD: Sse1. Sse1 is a homologue of Hsp110, a divergent
relative of Hsp70 chaperones. It was found to act very efﬁciently on
Ssa1 [51,170–172]. Like for Lhs1, a NEF of Kar2 (BiP) in the ER lumen
of yeast, a chaperone-like activity was proposed for Sse1. Studies on
the ERAD substrate apoB expressed in yeast revealed a stabilizing
effect of Sse1 on this substrate [160,173]. In particular, Sse1 stabilizes
apoB in an ATP dependent manner and thus acts contrary to Ssa1,
which facilitates degradation of apoB [167,174]. The stabilizing effect
of Sse1 for apoB matches the reported interaction of Sse1 and Ssa1
with nascent proteins [175]. Substrate speciﬁcity turns the balance of
Sse1 activity: Sse1 facilitates degradation (Ste6*), prevents degrada-
tion (apoB) or does not show any inﬂuence on the degradation
process at all (CFTR) [160,161]. A recent study speciﬁes some impor-
tant differences between Hsp110 and Hsp70. For instance peptide
binding to Hsp70s stimulates ATP hydrolysis, however, it does not
in the case of Sse1. In addition, distinct peptide preferences have
been shown for Sse1 [176].
3.4. Hsp90 is involved in the ERAD-C pathway
Analyses of the Hsp90 machinery Hsc82 and Hsp82 revealed
functions that are dependent on the tested substrate: analysis of CFTR
degradation in a Hsp90 mutant strain revealed acceleration of CFTR
disappearance, indicating that these chaperones preserve CFTR in a
folded state [161]. Assistance in folding by Hsp90 has also been found
for CFTR in mammalian cells [177]. In contrast, Hsp90 facilitates ERAD
of apoB [167]. Obviously, some substrates utilize Hsp90 for protection
and folding, while others engage Hsp90 en route to degradation. In
some cases Hsp90 is involved in both events. It ﬁrst helps to fold and,
if this cannot successfully be accomplished, targets the substrate for
degradation [178].
3.5. Small heat shock proteins facilitate re-solubilization of protein
aggregates
Small heat shock proteins prevent irreversible protein aggregation,
for instance after heat shock. Two sHsps, Hsp26 and Hsp42, have been
identiﬁed in the yeast S. cerevisiae. While Hsp42 seems to be a generalchaperone, which is permanently active under all conditions, Hsp26
is activated upon heat shock temperatures. Above 37 °C it changes its
structure by dissociating from an oligomeric into a dimeric state
[179–182]. Deletion of both sHsps leads to full stabilization of the
yeast expressed ERAD substrate CFTRΔF508. The sHsps seem to work
in a redundant fashion as single mutations showed only a minor
stabilization of CFTRΔF508. Quantiﬁcation revealed the same amount
of polyubiquitylated CFTRΔF508 in wild type and Δhsp26Δhsp42
mutant cells, indicating that the sHsps act downstream of the
ubiquitylation of the substrate [162]. Degradation of Ste6*, a topo-
logically comparable ERAD-C substrate, was not inﬂuenced by
deletion of both sHsps [162].
What can be extracted from the studies on chaperone requirement
for ERAD? It has become clear in recent years, that chaperones play a
central role in the elimination process of proteins that are either
damaged, terminally misfolded or do not fold in a certain time frame.
In addition, orphan proteins, which cannot assemble with their
interaction partners to form native complexes, are targets for chaper-
ones. All these species have in common, that they expose hydrophobic
amino acid patches at their surface, which constitute the interaction
motifs of chaperones. Usually, this interaction keeps unfolded
proteins soluble and helps to acquire a native structure. The clearest
picture is presently available for the chaperones of the Hsp70 family
members with their Hsp40 co-chaperones. In case, a protein exposes
large hydrophobic areas in the ER lumen the Kar2/BiP machinery
takes over the binding. Exposure of large hydrophobic patches in the
cytosol leads to the recruitment of the cytosolic Hsp70 machinery, in
yeast the Ssa family. Many questions remain. When do chaperones
“decide” that proteins are terminally misfolded or remain an orphan?
Is it an extended timewindow, kept open by chaperones or chaperone
complexes that allow the ubiquitylation machinery to bind and
polyubiquitinate the protein? Or are additional factors recruited,
which ﬁnally signal the decision for entering the degradation
pathway? What is the exact function and mechanism of the many
different chaperones, which either stabilize or target a protein for
degradation? How do chaperone family members, protein disulﬁde
isomerases, lectins and other factors interact and ﬁnally hand over a
misfolded protein to the RTC and the ubiquitylation machinery for
ERAD? Many more experiments have to be performed in the future to
allow a detailed understanding of how the chaperone machinery
assists a misfolded protein's journey to hell.
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